Northern blot. Hepatic miRNA-122 expression was assessed by Northern blot analysis as previously described (1). Briefly, total RNA (5μg) was separated on a 15% acrylamide TBE 8M urea gel and blotted onto a Hybond N+ nylon filter (Amersham Biosciences). DNA oligonucleotides complementary to mature miR-122 (5'-AAACACCATTGTCACACTCCA-3') were end-labeled with [α-32 P] ATP and T 4 polynucleotide kinase (New England Biolabs) to generate high-specific activity probes. Hybridization was carried out according to the ExpressHyb (Clontech) protocol. Following overnight membrane hybridization with specific radiolabeled probes, membranes were washed once for 30min at 42°C in 4x SSC/0.5% SDS and subjected to autoradiography. Blots were re-probed for 5S rRNA (5′-CAGGCCCGACCCTGCTTAGCTTCCGAGAGATCAGACGAGAT-3′) to control for equal loading.
centrifugation at 30 × g for 3min. Purity and viability were >90% after an isodensity Percoll centrifugation. 1.3 × 10 5 hepatocytes per cm 2 were seeded in William's E medium supplemented with 10% FCS and penicillin/streptomycin on collagen-coated 6-well plates. After resting cells overnight, hepatocytes were exposed to 0.1, 10, and 25 µM atorvastatin for 24h. Supernatants were harvested and cells were lysed in Buffer RLT. Both were stored at -80°C until further workup.
Plasma Proteomics in the Bruneck cohort
PlasmaDive kits (Biognosys AG) were used to profile plasma proteins in the Bruneck Study. Plasma samples were processed according to the manufacturer's instructions with one exception: peptide standards were spiked in before and not after tryptic digestion and C18 clean-up. Briefly, 10μl of plasma samples were denatured, reduced and alkylated. 20µg of proteins were spiked with 100 authentic heavy peptide standards. Seven proteins were below the limit of detection. An in-solution digestion was performed overnight. After solid phase extraction with C18 spin columns (96-well format, Harvard apparatus), the eluted peptides were dried using a SpeedVac (Thermo) and resuspended in 40μl of liquid chromatography (LC) solution. The samples were analysed on an Agilent 1290 LC system interfaced to an Agilent 6495 Triple Quadrupole MS. 10μl samples were directly injected onto a 25cm column (AdvanceBio Peptide Map 2.1 x 250mm) and separated over a 23min gradient at 300μl/min. The data were analysed using Skyline software version 3.1 (MacCross Lab) and protein concentrations were calculated using the heavy/light (H/L) ratio.
Proteomics of Liver Samples from AntagomiR-122 Treated Mice
Liver tissue was homogenized using Lysing Matrix D in radioimmunoprecipitation assay buffer (RIPA buffer) and protein concentrations were determined by the bicinchoninic acid assay (BCA). 20ug of protein from each liver sample were denatured with 6M urea/2M thiourea, reduced in 10mM DTT at 37 °C for 1h, and alkylated in 50mM iodoacetamide in the dark for 1h. Proteins were precipitated with ice cold acetone overnight and resuspended in 40 µl of 0.1M TEAB buffer, pH 8.2. Trypsin was added at a trypsin:protein ratio = 1:50 and proteins were digested overnight at 37 °C in agitation. The digestion was stopped by addition of 4 µl of 10% trifluoroacetic acid (TFA). Peptide samples were purified using C18 spin plate (Harvard Apparatus). The eluted peptides were dried using SpeedVac and resuspended in 40µl of 2% ACN + 0.05% TFA resulting in a final peptide-concentration of 0.5 µg/µl.
One microgram of digested peptides was separated using nano-flow HPLC (U3000 RSLCnano, C18 column, 75um ID x 50cm, Thermo Fisher Scientific) with the following gradient: 0-10min, 4%-10% B; 10-75min, 10%-30% B; 75-80min, 30%-40% B; 80-85min, 40%-99% B; 85-90min, 99% B; 90-120min, 4% B; where A=0.1% FA and B=80% ACN, 0.1% FA. The spectra were collected on a Q Exactive HF mass spectrometer (Thermo Fisher Scientific) with full MS scan range 350-1600 m/z (resolution 60,000) and top 15 most abundant precursor ions were selected for MS/MS in Orbitrap (resolution 15,000) with dynamic exclusion enabled. The data were searched against Uniprot mouse database (downloaded from ProteinCenter, version 2015-11-11, 24875 entries) using Proteome Discoverer 2.1 with Sequest HT. The following parameters were used: precursor mass tolerance=10ppm, fragment mass tolerance=0.02Da, trypsin as digestion enzyme and 2 missed cleavages allowed, carbamidomethylation of cysteines was used as fixed modification, oxidation of methionine as variable modification. The search results were loaded into Scaffold (version 4.3.2) and total TIC of each protein was used for quantification.
For TMT labelling, 10μg of peptide digests were concentrated using a SpeedVac and resuspended at 1μg/μl using 10μl of 50mM TEAB. TMT labelling was carried out according to the manufacturer's instruction (TMT 10plex kit, QK226224, Thermo Fisher Scientific). After labelling, 10 samples were pooled together and dried down. The combined sample, containing a total of 100μg of peptide was then re-suspended in 100μl of 2% ACN + 0.05% TFA (1μg/μl). 1μg of mixed peptides was separated using nano-flow HPLC (U3000 RSLCnano, EASY-SPRAY C18 LC column, 75um ID x 50cm, Thermo Fisher Scientific) with the following gradient: 0-3min, 4% B; 3-10min, 4%-8%B; 10-200min, 8%-30% B; 200-210min, 30%-40% B; 210-215min, 40%-99%B; 215-220%, 99% B; 220-250min , 4% B; where A=0.1% FA and B=80% ACN, 0.1% FA.
The Synchronous Precursor Selection (SPS)-MS3 method was used on an Orbitrap Fusion Lumos Tribrid mass spectrometer (Thermo Fisher): Full MS on Orbitrap, scan range 375-1500 m/z (resolution 120,000), followed by data-dependant MS2 using CID fragmentation in ion trap using top speed mode with dynamic exclusion enabled, and synchronized precursor selection (SPS)-MS3 on the top 5 ions from the MS2 spectra in Orbitrap scan range 100-500 m/z (resolution 60,000) for the reporter ion using HCD fragmentation. The data were analysed using Proteome Discoverer 2.1. Sequest HT search was performed against UniProt mouse database (downloaded from ProteinCenter, version 2015-11-11, 24875 entries) with the following parameters: precursor mass tolerance=10ppm, fragment mass tolerance=0.6Da, trypsin as digestion enzyme and 2 missed cleavages allowed, carbamidomethylation of cysteines, TMT6plex on N-terminals and lysines, were used as fixed modification, oxidation of methionine as variable modification. The S/N of reporter ions from MS3 spectra were used for quantification with normalization and scaling option enabled. Abbreviations: Other = Other miR-122 experiments in which the respective genes were regulated, not direct evidence for the gene being a target of miR-122; Luc = validation using luciferase assay; Hs = validation in human system or sequence; Mm = validation in mouse system or sequence; n.i. = not identified. 
Supplementary

